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ABSTRACT 

Background: Cutaneous Leishmaniasis (CL) is a parasitic skin disease. Diagnosis primarily is based 
on clinical signs and microscopic observation of parasite on direct stained smears or tissue sections. 
Sensitivity of direct smear is not as high as molecular methods. The aim of this study was to identify 
and characterize Ueishmania species among the negative direct smears obtained from skin ulcers sus- 
pected to CL by PCR method. 

Methods: Among 81 patients with suspicious skin lesions to CL referred to the Parasitology lab, 
negative Giemsa stained smears were collected. DNA extraction performed by scraping stained 
smears, then PCR was performed. 

Results: Among the DNA extracted from smears, L. tropica was isolated from 9 (11.1%) of the 
smears and L.ma/orwas not isolated from any samples. 

Conclusion: Direct microscopy on stained smears for diagnosis of leishmaniasis is not enough accu- 
rate. PCR is recommended for clinically suspected lesions with negative result of direct smear. 
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Introduction 

Cutaneous Leishmaniasis (CL) is a para- 
sitic skin disease, endemic worldwide 
(1). To select appropriate treatment, 
definite and early diagnosis of the parasite is 
important (2-4). Diagnosis primarily is based 
on clinical signs and microscopic observation 
of parasite on direct stained smears or tissue 
sections (4). Direct microscopic examination 
and culture are routine diagnostic routes in 
endemic regions (3, 5). Improper sampling, 
staining and using old and low resolution mi- 
croscopes interfere with accurate diagnosis. 
On the other hand, the sensitivity of direct 
smear is not as high as molecular methods. In 
many smears the parasite may be present but 
not easy to be observed. 

An excellent target for a sensitive and rapid 
detection method is the kinetoplast mini-circle 
DNA (KDNA), which can be detected by 
PCR method. The KDNA have been used as 
targets for selective amplification of parasite 
DNA in various studies (6-8). 
To perform PCR method many investigators 
have used samples obtained from positive di- 
rect spears, but rare reports about performing 
PCR on samples obtained from negative direct 
smears are available (9,10). 
To identify Leishmania species among the neg- 
ative direct smears obtained from skin ulcers 
suspected to CL this study was undertaken 
over a period of 9 months in The Department 
of Parasitology, Emam Reza Hospital in 
Mashhad, Iran. 

Materials and Methods 

Sampling 

Study population was 81 persons who had at 
least one skin ulcer suspected to CL and re- 
ferred to the Parasitology Department of 
Emam Reza Hospital, Mashhad, Iran during 
August 2011 to April 2012. A questionnaire 
containing demographic and clinical informa- 
tion completed for each individual. Standard 



direct Giemsa stained smear obtained from 
skin ulcers of each patient. Low and high 
power direct microscopy performed by la- 
boratory technician and controlled by medical 
parasitologist. Negative direct smears stored in 
a clean box for PCR examination. 

DNA extraction and PCR analysis 

DNA extraction was performed using scraped 
samples on microscope slide plus standard 
extraction kit (Ge Net Bio, Korea) according 
to manufacturer's instructions. A smear pre- 
pared by a drop of distilled water was also 
used as negative control for PCR. The two 
synthetic oligonucleotide primers of KDNA 
pattern of L. donovani used were with se- 
quences F: (5' TCGCAGAACGCCCCTACC 
3) and R: (5' AGGGGTTGGTGTAAAA- 
TAGG 3') according to that described by 
Martinez et al. (10). The primers prepared by 
(Tuba-Negin.Iran) the primers investigated by 
Blast software. The amplification carried out 
according to instructions of PCR kit provider 
(Ge Net Bio, Korea). The test was set up at 
different concentrations of MgC12 (0.5 to 4 
piM). Finally, the best bands were observed 
2[xl of MgC12 for both species. The reaction 
mixtures were 25ul which at the end 5 pd in- 
creased of DNA samples. 
Amplification was performed in a thermal cyc- 
ler (ASTEC-PC818) 38 cycles of denaturation 
at 94 °C for one minute, annealing at 60 °C 
for 45 second, extension at 72 °C for one mi- 
nute and final extension at 72 °C for 7 mi- 
nutes. Two standard samples of parasites 
(strain MRHO/IR/75/ER of L. major and the 
strain MHOM/IR/01/yaza of L. tropica) and a 
negative control sample were used to monitor 
the reaction. PCR products were analyzed by 
1.5% agarose gel electrophoresis and observed 
by UVdoc system (Doc-008.XD). DNA repli- 
cation pattern of Leishmania produced bands 
for L. major / 615bp and for ^.tropica /744bp 
with these primers. To confirm the integrity 
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extracted DNA, all negative samples by PCR 
with the primers, beta globulin human gene in 
the same condition for I^eishmania were PCR. 
All negative samples showed a clear band with 
this gene. The results were analyzed by SPSS 
16. 

Results 

Of 81 samples obtained from negative direct 
smears, examined by PCR, L. tropica was iso- 
lated from 9 (11.1%) samples. Among 81 per- 
sons who had skin ulcers 48 (59.3%) were male 
and 33 (40.7%) were female. The youngest in- 
dividual was a one year male infant and the 
oldest was a 68 years old female. Of them 42 
(52%) came from rural areas and 39 (48%) 
were from urban regions. 

Most of the lesions were located on exposed 
organs such as hands (43%) , face (31%) and 
feet (22%). The clinical presentation of skin 
lesions highly suspected to CL and micro- 
scopic pictures of direct smears studied. (Ta- 
bles 1, 2) 



Table 1: Clinical presentation of skin lesions in 81 
persons highly suspected to CL according to the 
result of PCR 



Type of lesion 


No. (%) 


PCR+ 


Papule 


11(13.6) 


4 


Nodule 


34(42.0) 


1 


Ulcer 


33(40.7) 


3 


Lupoid 


3 (3.7) 


1 


Total 


81 (100) 


9 



Table 2: Microscopic picture of negative direct 
smears obtained from skin lesions with primary 
clinical diagnosis for Cutaneous Leishmaniasis in 
relation to the result of PCR 



Microscopic picture No. (%) PCR + 

Granulomatose 42(51.9) 5 

Suppurative 22 (27.1) 2 

Without cell infiltration 17(21) 2 

Total 81(100) 9 



Discussion 

Preparation of direct smear is a simple and 
reliable method and commonly used in all 
medical laboratories, but it is not enough sen- 
sitive to give an accurate and definite result. 
The reason why direct smear cannot be used 
as a gold standard depends on several facts. 

1. The quantity and quality of specimen ob- 
tained from the lesion. 

2. The technique of preparation and staining 
to provide a good smear. 

3. The quality of microscopic resolution and 
field. 

4. The experience of microscopist. 

Bacterial and especially fungal contamination 
of NNN cultures is one of the most important 
problems in parasitology laboratories. De- 
crease in size of Irishman body during proce- 
dures for preparation of biopsy sections, makes 
it difficult to recognize the parasite, especially 
when the number of parasites is few. 
In one study, comparison of four laboratory 
techniques in diagnosis of Irishman body on 
more than 280 samples showed that the accu- 
racy of direct smear is more than culture, 
Leishmanin skin test (LST) and biopsy in that 
order (11). 

PCR is a highly sensitive molecular method 
for diagnosis of CL in comparison with direct 
smears, cultures and immune-serological test 
(12-15). In this study, DNA extraction was 
performed by the specimen obtained from 
scraping of negative direct smears. The re- 
ports about molecular identification of 
Leishmania on samples obtained from negative 
direct smears or negative skin biopsies are 
very rare. In only one available report, 
Leishmania has been identified in 5 negative 
direct smears out of 30 (16.7%) (18). In an- 
other study which performed on samples ob- 
tained from positive smears, the result of PCR 
was 95% positive (16). 

In the present study, we used KDNA of Para- 
site as a source of DNA. In similar studies the 
same results obtained (13, 17). Leishmania has 
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been identified in 24 out of 29(82.7%) biopsy 
samples of skin lesions previously reported as 
negative result for presence oi Leishmania (19). 
PCR is more sensitive method than direct 
smear than biopsy. In the present study, 9 out 
of 81(11.1%) samples obtained from negative 
direct smears were positive by PCR which 
confirm the higher sensitivity of molecular 
method in comparison with direct stained 
smear. 

Conclusion 

PCR, as a valuable method, is very useful for 
evaluation of negative direct stained smears. It 
is also reconfirmed that the dominant species 
of Leishmania in Mashhad is L. tropica as re- 
ported in previous studies (12, 20- 22). We still 
need to do further studies on negative samples 
by using PCR method to present a definite 
conclusion about the validity of different me- 
thods for identification of Leishmania. 

Acknowledgments 

This paper is the result of an MSc thesis 
No: A-248 and Research project holding Code 
No: 900420 approved and supported by the 
Deputy of Research, Mashhad University of 
Medical Sciences. The authors wish to thank 
the Deputy of Research for financial support. 
The authors declare that there is no conflict of 
interest. 

References 

1 . Adhya S, Chatterjee M, Hassan MQ, Mukher- 
jee S, Sen S. Detection of leishmania in the 
blood of early kala-azar patients with the aid of 
polymerase chain reaction. Trans R Soc Trop 
Med Hyg. 1995; 89: 622-624. 

2. Blum J, Desjeux P, Schwartz E, Beck B, Hatz 
C. Treatment of cutaneous leishmaniasis 
among travellers. J Antimicrob Chemother. 
2004;53:158-166. 

3. Magill AJ. Cutaneous leishmaniasis in the re- 
turning traveler. Infect Dis Clin N Am. 2005; 
19:241-66. 



4. Vega-Lopez F. Diagnosis of cutaneous 
leishmaniasis. Curr Opin Infect Dis. 2003; 
16:97. 

5. Rioux JA, Lanotte G, Serres E, Pratlong F, 
Bastien P, Perieres J. Taxonomy of leishmania. 
Use of isoenzymes. Suggestions for a new 
classification. Ann Parasitol Hum Comp. 
1990;65:111-125. 

6. Aviles H, Belli A, Armijos R, Monroy F, Har- 
ris E. PCR detection and identification of 
Leishmania parasites in clinical specimens in 
Ecuador: a comparison with classical diagnos- 
tic methods. J Parasitol. 1999; 85:181-187. 

7. Bhattacharyya R, Das K, Sen S, Roy S, HK. 
Majumder. Development of a genus specific 
primer set for detection of Leishmania para- 
sites by polymerase chain reaction. FEMS 
Microbiol Lett. 1996; 135:195-200. 

8. Martinez L, Rebollo JA Luis Luna A, Co- 
chero S, Bejarano EE. Molecular identifica- 
tion of the parasites causing cutaneous 
leishmaniasis on the Caribbean coast of Co- 
lombia. Parasitol Res. 2010; 106(3):647-655. 

9. Kazemi-Rad E, Mohebali M, Hajjaran H, Re- 
zaei S, Mamishi M. Diagnosis and Characteri- 
zation of leishmania Species in Giemsa-Stained 
slides by PCR-RFLP. Iranian J Publ Health. 
2008; 37(l):54-60. 

10. Motazedian MH, karamian M, Ardahali S, 
Hanjani F. Evaluation of polymerase chain re- 
action method in identifying the spedes of 
Leishmania parasites in the Archive stained 
slides with Giemsa. MedRes J. 2004; 2(4):l-7. 

1 1 . Elahi R, Fata A, Berenji F. Comparison of la- 
boratory techniques in diagnosis of cutaneous 
leishmaniasis. Med J Mashhad Univ Med Sc. 
1995; 47(1): 62-68. 

12. Fata A, Khamesipour A, Mohajery M, Hos- 
seini- nejad Z, Afzal-aghaee M, Berenji F, 
Akhavan A, Ganjbakhsh M. Amin-Moham- 
madi A. Whatman paper (FTA cards) for Stor- 
ing and Transferring Leishmania DNA for 
PCR Examination. Iranian J Parasitol 2009; 
4(4):37-42. 

13. Bensoussan E, Nasereddin A, Jonas F, Schnur 
LF, Jaffe CL. Comparison of PCR assays for 
diagnosis of cutaneous leishmaniasis. J Clin 
Mcrobiol. 2006; 44:1435-9. 

14. Rodrigues E, De Brito M, Mendonca M. 
Werkhauser RP, Coutinho EM, Souza WV, et 
al. Evaluation of PCR for diagnosis of Ameri- 
can cutaneous leishmaniasis in an area of 



Available at: http://ijpa.tums.ac.ir 



340 



Iranian J Parasitol: Vol. 8, No.2, Apr-Jun 2013, pp.337-341 



endemitity in Northeastern Brazil. J Clin 
Microbiol. 2002;40:3572-6. 

15. Rodriguez N, Guzman B, Rodas A, Takiff H, 
Bloom AR, Convit J. Diagnosis of cutaneous 
leishmaniasis and spedes discrimination of 
parasites by PCR and hybridization. J din 
Microbiol. 1994; 32:2246-52. 

16. Motazedian MH, Karamian M, Ardahali S, 
Hanjani F. Evaluation of polymerase chain re- 
action method in identifying the spedes of 
leishmania parasites in the Archive stained 
slides with Giemsa. Med Res J. 2004; 2(4):l-7. 

17. Mahboudi F, Abolhasani M, Tehrani SR, 
Azimi M. Diffrentation of old and new world 
leishmania spedes at complex and spedes le- 
vels by PCR. Scand J Infect Dis. 
2002;:34(10):756-758. 

1 8. Omidian M, Khosravi AD, Nazari M, Rashidi 
A. The comparison of histopathological find- 
ings and polymerase chain reaction in lesions 
with primary clinical diagnosis of cutaneous 
leishmaniasis with negative smear. Pak J Med 
Sci.2008;24(i):96-99. 



19. Safaei A Motazedian MH, Vasei M. Polyme- 
rase chain reaction for diagnosis of cutaneous 
leishmaniasis in histologically positive, suspi- 
dous and negative skin biopsies. Dermatol. 
2002;205(l):18-24. 

20. Fata A Dalimi-asl A, Jafari MR, Mohajery M, 
Khamesipour A Valizadeh M. Clinical appear- 
ance, Leishmanin Skin Test and ELISA using 
Monoclonal Antibody in diagnosis of different 
forms of Cutaneous Leishmaniasis. Med J 
Mashhad Univ Med Sc. 2004; 47(1): 19-27. 

21. Mahmoodi MR, Mohajery M, Tavakkol Af- 
shari J, Taghae Shakeri M, Yazdan Panah MJ, 
Berenji F, Fata A. Molecular identification of 
leishmania spedes causing cutaneous 
leishmaniasis in Mashhad, Iran. Jundishapur 
Journal of Microbiology. 2011; 3(4):195-200. 

22. Valizadeh M, Dalimi Asl AH, Fata A et al, A 
Study on leishmania species Causing Cutane- 
ous Leishmaniasis in Mashhad Using Spedfic 
Monodonal Antibodies, Modarres J Med.Sc. 
2005,7(2):107-113. 



341 



Available at: http://ijpa.tums.ac.ir 



